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T, TK (a) Sfctt (b) <J: »J3BiRStiS * > 

(a) SB#I#-i§: 2*»&4©V^*fn*»IC|B*<Z)r$ ^BllJ^IC^V^T 1^L< tt 

(b) BB#I##: lJCflB«©«USBB^**&fc*DNA4:A>r ^"U **-f X"TSDNA««a 
- K« 

3 tCfiB^CODNA. 

5 ] m#T% 3 * 4 JC»*fflDNA«««l A $ tl fc^ * # - . 

[if*3C9 3 3t*«i £fcte:2iclB«tf)# y WfLoMto^-t* F. 
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[iMH] *fc»2icias©^>^^M©^^^— tf*s-a 
£ * tc »ifi«-r s ft^» & ^ * y - - > ^-r s & o x . 

(b) mSS©^JI^T$:^ffi^-€>Xg. fcitf 

(c) ^K3|s|■## : ^ET^cfev^T^a^bfc^ (*rm) itmvx. m&mi$.t~ 

[fMl9] *fel*2lCBH«0^>^^®S:^^^-rS, 
[ff:£^2 0] flg|tC£tt5A/3<Z>^»£££5^B#> ^Att^, y/i/ 

at ^ 1 9 Kmmot&mm. 

[»^^2 2] mi 2, 13. 1 e&fciti 7\zmm<Dtt>&m$:m%) 
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[fM2 4] £$91 ^fctt2{CSa«©^>A"^KS:^'rsri:S:# 

[fif$92 5] ff$9l ^fctt2lC|B*©^>A°^S©»MS:S ^tC^tf 
[M2 6] *«#flgAPPT-&£, ff$92 5 lCU*<Z>:£&o . 

(a) iM*^^^iitsxi, 

(b) ^J^tC^^tlSM^l ^feli2lC|B«©^>/^^S©*S:^^8lC 
[fM2 9] J^tC^ <5 A /3 0>^tt££ ^A148a*, 

m-e&s, tt$92 7*fc«2 8 icga^©#8u 

[0 0 0 1] 

[0 0 0 2] 
[^5fc<z>t*ffi] 
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TfrVJ\4-*-i& (ad) i«^M{c^D^#^tt^BT^»;> mmamftiz 

fcS^M^^^R (enthorhinal cortex) £ V^o fc*IIMetf>#5tM^lC±jC 

E liA /S CD fW^JS H IC £ C £ ^ X -fe > * ^MT' & & 3 £ 3 *l 5 

(Chartier-Harlin, M. -C. et al. (1991) Nature, 353, 844-846; Haass, C. 
et al.(1995) Nature Med., 1, 1291-1296; Van Broeckhoven, C. et al.(199 
0) Science, 248, 1120-1122) „ Wi<DMM<Z>WiWi&r )W A>fY- ^©MHil 

^J^IrI^S^ITV^S (Sherrington, R. et al. (1995) Nature 375: 754-760 ; L 
evy-Lahad, E. et al. (1995) Science 269: 970-977) „ ZL©«fc 5 

tt, mfrlz&f&Zftfrp-TZ n-f KtME#*>/*# K (APP) tz£<D*>rt99l 
(Dfeffils&'&zfuiz.v S/> ytcB5#-r* fcJBfcft*. l&fticlgtf) e>.n*Aj8 
^KCD^T'tK A/3 l-42tey^ n >f KJ^/ftttjV^K, »»iWIfcl*T<D*f iDtfT/l/ 
^A>fV-jW©3««i*aii:eS!M«bTV^HriBtt««** (Hardy, J. (1995) T 
rends. Neurosci , 20, 154-159; Beyreuther, K. and Masters, C.L. (1997) N 
ature, 389, 677-678; Younkin, S.G. (1995) Ann. Neurol., 37, 287-288) „ 
«afi, A/3 1-42tt/MfiflO?, A01-4O& r-^>Xdr;i/£?*y h V - 9 Vm£.t<tlZ> 
i:V>^«te>lC, k0tfim&Zto*tt&m&ft<Dttl£<DB&&mfciitlT^& (Har 
tmann, T. et al.(1997) Nature Med., 3, 1016-1020; Cook, D.G. et al.(199 
7) Nature Med., 3, 1021-1023) „ J£A_t CD APP33 <fc tfA /3 Ftf>^ 
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(Loo, D.T. et al.(1993) Proc. Natl. Acad. Sci. USA, 90 , 7951-795 
5; Arispe, N. et al.(1993) Proc. Natl. Acad. Sci. USA, 90,567-571) „ 
[0 0 0 3] 

TH§g£*ifc*j©T'& y , r© «fc o fc««^n^7-1?©*T?35&£APP2SKC 
#i-*»tt&**o%©tt*>-r**»c«^Ja:vv, iC#H£T;i/^AH"7-S§©M0£fc 

A/s©in vivo»ft#tt«cin#JK-e-a©*3SSl»€:ai'tii: 
#3*lfcS*l*CV*S (Geula, C. et a 1.(1998) Nature Med., 4, 827-831) „ $k 

[0 0 0 4] 

[$ggi#j$?& b j: e> h -tzmmi 

HA 5 i £ £ iBM h -T £ c 
[0 0 0 5] 

mm z> r=. »©^s] 

j3W^APPfe«fct?A/S^^'/^K©-/D-fe^t/>^$:fi?*fbfe (Matsumoto, A. 
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and Fuji wara,Y. (1993) Eur. J. Biochem., 217, 21-27; Matsumoto, A. and 
MatsuBot ,R. (1994) Eur. J. Biochem. , 225, 1055-1062) „ SCKlttT^yA 

-cr-mmm<Dmmz\t. ^mm^n-t^^-^.^ x/z-Mm&&*m-*sm>a 

(DtVZ/ZfWrT—lftfM&bfrfc (Matsumoto, A. and Fujiwara.Y. (1994) 
Biochemistry, 33, 3941-3948) . Z.<D7UtT V (LAPP 

dfl/fc (Matsumoto, A. et al.(1995) Neurosci. Lett., 195, 171-174) 0 b 

ztfwwvt-o z.<Dz.t.fr***&mm*>\^ ssc^lt^^mappk: 

Hfttf&U, KCfev^^LTV^S^n^r— 5^MflBAPP(Z>^®T?Sft 
[00 0 6] 

/^S^ttCWLt^L, fSM^Sr^-T^^illciy, H8APP&^f&: 
CD^T'^JW b T A p * 7^ K £ S £ ^ "T & 40kDa© * y j% * ® £ 

1? (cp) ^T^u-icM-rsajfa^n^r-^Tfftsi^^flw^*:. 

y n ^ T -if (flg#;i^3r$/^^#--fe~B; fl^CPB) liifti^CPBtfjg^lftx^ 
-f 2/ y ifZ&VffcTJ V7*-ATftt!S!<, C3fc$gl4T $ ^ HMfc if 
fc^bT^fco tiMSCPB cDNA^n-^&JSV^/-1f>*£#TfcJ:rJ : fc: MKCPB 

W»tt«i#fcffiv^9x^4t>j!l«f^e>, r©^a^y-i£#BS#M&ic#g3ib 
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[0 0 0 7] 

?:^bTv%s 0 tot, *mm%mz£vmMt<tifcmmz> 

t ;i/ x y / W v - ^ ^ © fUM *> «T IB T* & & o 

[0 0 0 8] 
[0 0 0 9] 

ft. 

(2) ^APPic^frs^^^-^-ffife^-t-^^^^^ft^*^^- Tia ( 
a) (b) <k vm&-zti&*yrt9!R* 

fc5#:y^*ft, 

- K-r ft. 

(3) (1) Sfcte (2) Kl|H«©^>/^ftS:3-K-rSDNA, 

(4) ®2#!## : 1 lCfH«©JSSIiI^J<Z)=l- K««&^tf. (3lCfB«©DNA 

(5) (3) (4) KlB^DNAtf^fA^tlfc^**-. 

(6) (5) *-*uw-tz>m3z.mm. 

(7) (6) K^m&m^mmzmmv. mmm\Hx^mht=.m^m^^y^ 
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I 

(8) (i) (2) izmmo^yA^n^M-r^m^ 

(9) (1) (2) tlB«©*>^f 

(10) m¥m^: i.icffi«©a3SKW^&*SDNAi:#ll»K:A>f^U^>f 

(i i) (i) (2) ^mmo**********^** 0 ** 1 *- 

(12) (i) (2) tzmmtozyWRK-tsirt&ft&to. 

(13) (1 l!CB«©*ttK:J:y*«a*l^^ (12)lC!E*©ft^ 

(14) (1) (2) KliB*©*^**©*^*-" ra«*<Eit* 

(a) *««»©#<ETTf, (1) (2) *:««©*>/**««©»« 

£g$!fe£-fr&Xg, 

(b) KMt©««T&tftffl?-*xg, 

(15) ^^*WPP^fe"5>, ( 1 4 ) JClBtK©^^ 

(16) (1) *fctt (2) CWI©*^^**©^^-^*® 1 * 

(17) (14) *fett (15) CB^SiSCJiyflSft^^ (16) 

(18) (l) £fcl*(2) cra©*^********:**^*©* 

8 0 00-304 23 5' 
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(19) (i) (2) \zmm<D* yrtVRtmnfc ft miz&v 

(2 0) «Kli3tt*A|B©**fe££<5&«^ ^Att«5*> 7^A>f7- 

(2D (12), (13), (i 6) (i 7) izmm<Dit^m^mn 

(22) (12), (13), (i 6) (i 7) izmmait^mzm®} 

(23) Miz&vzkp<Dwmz&v&i£&-&^&ffi*> r^vf^^-m 

(24) (1) (2) Klffl*<0*>A*«£^«£i:fc4#«fc"** 

(2 5) (1) (2) IC|«©*>^fft«)*ftfta6K:«, (24 

) \Z.tiMO**J K 
(2 6) SM^SKAPP-efeS, (2 5)IC|B«©^^> 
(2 7) KK:^»«A^©«flt€:*CS««cA©*2E*tt*e*oT, 

(a) «tttfre.tt»&»llt5Ii, 

(b) *l* (1) (2) tela*©* (8) IC 

(2 8) fl*»«««t***:W:jfa?!S*e**- (2 7)jcaa«©*& 

(2 9) «^£tf*A0 ^AttJBl*, T/l/y/W*'- 

(2 7) *fcfct (2 8) iCfa^©^^, 

(3 0) (8) CKIRoSitt&'grtt, «Cfctf6A3©**S:4C6**0* 

(3 1) A^©IfS:£C5W ^AttSS*, y*y/W^-J* 
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I 

ft. MttHffi^ n**im»h****»™****^'** > *' (3 i) ic 

[0 0 10] 

<*cra> di^y^mcHli-e. ***©*^^*^* 

RACEIC J:^n-->mfe. *y*«3nfcfch*CFBft=i- 

CPE*. ^i/^D^^fttu^aft^ 5,^/bWW#*y«* 

KWfeKW**: sic, jftH*>y^ft<DT5^*«Wft«W»*" ! 4lC7 ^° 

?a , ttj t **.tt. APP695 (Kang, J. et al. (1987) Nature 325, 733-736 
) ^Appican (Shioi, J. et al. (1992) J. Biol. Chem. 267, 13819-13822) # 

[0 0 11] 

Kb BOTH*, HMK^e,^$tlfeAPP^fJC(D^T^»TbTAP^^ 

iftfU K»(D(OT7T5y-IC*«fchJftSlCPB (HPCPB) «Vx«Htt**b 

1 o ffifE# 2000-304235 
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A <Dm&3-X* & S £ 3 ti c 

[0 0 12] 

fclhBBCPB (HBCPB) / -1f>jS?*f^l±. hBI#£tf>e>*>, W©*T»^#« 
^«>e>tlfco ^ hMCPB©C*5gl4T^ jmizM-*Z>1fifo (#tC14#L#0 « 

) . t bjfostcpB (hpcpb) ^^$nsffFBiT*tt^ajsti*^ofcc $e>ic ^ 

mRNA <D KI-?CmffiT*i*. -?U1> V ? : &&VfcJ&M<?>'7\/'7U\l hJ&CPBlC 
#^3&1077b P ©A> KCD^^m^nfc (®4C) . 3£lC, ^l/^nfc hMCP 

*->£^£3^<DcDNA*n->#*§e>*lfc#, ^©Zlillit: M$CPB#fcl hflg 

-e m 3i $ * >»i — © * ^ # * ^ ^ ^ # - ^ B T ^ y 7 * ~ A ^ * & " h * * ■* 

[0 0 13] 

^•TMfe«<-»K:B.tf>6ti, ^©^tt^ti^*i©lig©'r^t©a©e)t»l0~60 
LT^&e>*u rtiiir^ n-f K#;fcteJ8£>jWcj|fcoTv^c (®9G) 0 

sniei»ski£> (Wisniewski, H.M. et al.(1989) Can. J. Neurol. Sci., 16, 535 

-542) ke^m<Dm^x7&m^mi-^fs^it^^u^vr(D^mi^mzkp 
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ckowiak, J. et al.(1992) Acta Neuropathol. , 84 , 225-233) . MIHMMtt 

mmmm (csf) *#»u jt#Mtt«** m^rm^omsm^m^hx 

M£CS¥L<Dm<Dmmz*ZiimWZtlT^Z> (Del Bigio, M.R. (1995) Glia, 

i4, 1-13) o -ti^<Dmmmx±mmimmzM^^^^*^^^- 

^Dt>r»^ttt bKCPBtf&Ufcr MWTT'-a 
- n > A ©*»*K* c csf* ici* ffi 3 n £ lific y o ^ T - if £ 

j: < * =fe2o#« ut v** an*. 

[0 0 14] 

tibmm<D*&*mo*toatwz\sT*mT!*>*. * **** ^« 

M^) . ftif^&fti. 
[0 0 15] 

! 2 ffil£^ 2000-304235 
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hmcpBtyjivm 2, 3, 4) tnmwKm&vtL* y^v ft*> 

l££*i£„ i©J:^3Efc*3e»K:3BI«Ufe^>^f MRCPB* > 

[0 0 16] 

mULXlt. m%-&. Kunkel^ (Kunkel, T.A. (1985) Proc. Natl. Acad. Sci. 
USA 82, 488; Kunkel, T.A. et al. (1987) Methods in Enzymology 154, 367 
) , Gapped duplex^ (Kramer, W. et al. (1984) Nucl. Acids. Res. 12, 9441 
; Kramer, W. et al. (1987) Methods in Enzymology 154, 350) , Oligonucleo 
tide-directed Dual Amber (ODA) ^ (Hashimoto-Got oh, T. et al. (1995) Gen 
e 152, 271-275; Zoller, M.J. and Smith, M. (1983) Methods in Enzymology 

ioo, 468) j&£#3*Hre>n*. *>/t*SNci3tfsy5yffc©*xw:, A&mz 
vnt^^d^So i©«ke>icflgAPPic*f-rs^y5 L ^-^?S'ffiS:^"rsisy. a 

bJHCPB*>/t*R 0E#J##: 2, 3, 4) iCjfcf UTT ^ 7 ^ 
[0 0 17] 

ril*«»*L/V^%7L&n*- Ala, Val, Leu, He, Pro, Met, Phe, T 

##«ttilbTtt, Gly, Ser, Thr, Cys, Tyr, Asn, Glntf¥tf€> 

7$;ti:L/t», Lys, Arg, His##tf e>*l5o 
[0 0 18] 
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I 

mzmuLt~z>'V7Mo)mmiz* ^©/w-^u ^f-s/a^ (2.9 so 

uthern Blotting and Hybridization 2.9.1-2.9-10 (Selden, R.F.), 4.9 Analy 
sis of RNA by Northern Hybridization 4.9.1-4.9.8 (Selden, R.F.), 6.3 Hyb 
ridization with Radioactive Probes Using DNA Fragments 6.3.1-6.3.6 (Stra 
us, W.M.), 6.4 Hybridization with Radioactive Probes Using 01 igonucleoti 
des 6.4.1-6.4.5 (Duby, A.), in 'Current Protocols in Molecular Biology' 
(Ausubel, F.M., Brent, R. , Kingston, R.E., Moore, D.D. , Seidman, J.G., 
Smith, J. A., Struhl, K. eds.) John Wiley & Sons, New York (1987)) *f>jtfU 
*?- J g : &m.fiLl&&ffi (Optimization of PCRs 3-12 (Innis, M.A. and Gelfan 
d, D.H.), Amplification of Genomic DNA 13-20 (Saiki, R.K.), Amplificatio 
n of RNA 21-27 (Kawasaki, E.S.), RACE: Rapid Amplification of cDNA Ends 
28-38 (Frohman, M.A.), Degenerate Primers for DNA Amplification 39-45 (C 
ompton, T), cDNA Cloning Using Degenerate Primers 46-53 (Lee, C.C. and C 
askey, T.), in 'PCR Protocols' (Innis, M.A., Gelfand, D.H., Sninsky, J.J 
White, T.J. eds.) Academic Press, San Diego (1990)) SrfUM VTfto Zl 

) 1BV<\%t<0-n^n-^iL\,X. rubBKCPBj cDNA (BB#J#^ : 

i) ic#ni$tc/w^y ^-fx-rspru^r^^u^KSr^^-fv-iibT, m 

*0fffi©£$>fre> r blhflgCPBj cDNA£*BI^4£<Z>^rVNDNA&#ItU $e>lC#$EL 
fcDNAfr^ rtMgcPBj *yA?m£W&mzmUl>t~*yrt*%.*&Z>zi:& 

[0 0 19] 

#$§j!Bic*s^Tti:. b&appk^s^^*-- em&zmt&mv. ^hmc 
pbj cmkk/\4 7v#jx+&witf*-\ : *z 

[0 0 2 0] 
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40%a±, #£b<« 55%j^±, ££ic#3;L<k): 70%j^_h©IH^I©ra 

^ D j;_^_f^n^A, FASTA, BLASTS lC«fc »J Z. £. #*e 

[0 0 2 1] 

tb r^cPBj *>A*Ki:«tB»K:fi|«fc*>/?*K€::3- FfSDNAfeJWK 

Slt^t^S. 32 P ^;i/bfc:/n-:/£MV^fljScDNA^>f 

2XSSC, 0.1%SDS©<6* hU b<fc*fe#T?ff3. J:U«F*b<tt, 55^, 

o.2xssc, o.i%SDs©if , @^©^ m; >$;ai> F©*#-eff^. 2£fc#£b< 
&68T;, o.2xssc, o.i%sDs©iSx h u >e/a:> h3&^fp"e^f-s)o 

y #V i£—>a h 'J>i/i>i/-^it5git bTttififl^t&aftk 

& &m-r z> r i: # vtmx* & & . msm* * 

«\ 3B(R(Z)CPB*«»3SLTV^«BriBtt^%^.5)*i*fc*» h y J/5?:n> hfc 
[0 0 2 2] 

rjjgcPBj *>/t*ft##^LTV*5fc#iL£>*i*je*8 ?g|Sfc£) 
©ffltB*K:*fU rfigcPBj #>/\ 0 *SIlc^SJfi<££Mv^T>'>f - 

&EURU iTOJSPAGEfc if 5 Zl i: lC<fc o T««t* i 

So HtM.*>^*miU rfl^cPBj *>^*K&3--F 
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[0 0 2 3] 

mM^tz&fcMtis-cmmv&z* ^awca^^Kfcb-ctt, Mx. 
a, #»ni©* s^##2, 3, 4) <Dcmmm&<t>m&'< 

*;7T^m. #£b<tt'J>fc<*:fc8y^i^ S & ICff* b < tt'J>fc< £ =&9 

^ # _ i£T-£l#T-r £ 3 £: IC J: o T »3& 1* * £ £ ^ * - 
[0 0 2 4] 

#38H!8u ^wo^t^^Kfe^-F-rsDNAtcBB-r*. #3B^©# 

}fi--g>DNA^^tlSo 
[0 0 2 5] 

*»W0*>/^RS3 - K-T ScDNAtt, K*0#*: llCfB«©cDNA 

**VM«©»itf, *lx&IC*»ttfcRHA, *fcttKEcDirA©KJ!I©-»ft*tf^ 
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ic<t y y >**-r&r£:#-e£s= &&v^±, zi;tT,e>cDNA©s£M2?!Hc*r 

>?f J ADNAli, BE3«# : 1 JCgB«©cDNA»SV*tt-£©Wr^ -^tl^tC 

fflffifftfcRNA, ^fcli^cDNA©B2^J(Z)-^S:^^^y ^51^ F& 3 2 P 

fc£*e«»u ^vadna^ ^y-tc/w^y #v xs^5z:£:icj:y 
U &5v^W:> z:4xe>cDNA©^*iE?!Ilc^fS:-r^>^-y 
zfX* l/jfr^Ffc^fftb, >f J ADNASr^MlC^y ;* ^ -if&^RJGSJC <fc y if*! 
u - iifeftS. ^DNAtt, fe^lfl#: 1 

$-&tzi*picb> DNAy ^--^"e^s-&-5ri:icj: yg§$H-£r fctf-es* * 

o 

[0 0 2 6] 

^Mtn- K-TSDNA @B^I#^ : 1 lcSB3£<Z>DNA) £^&HS 

[0 0 2 7] 

System (Novagenft) , *«lfl<0*>/^RSt*n-^F^'f >fc©B^ 

fgfc pET CBD Fusion System 34b-38b (Novagenfr) , 2|C^© # > ^ 

^->i27Tn-X4B lC«fcy5jfSSi-SZli:^nrig«; GST Gene Fusion System (Ph 
armacia*±) if £ JB V> £> Zl HtfX'&Zo £ fc. >^*«&38^S1± 



ffi|E# 2000-30423 5 ; 



4# ¥ 11-12 5 1 



OSftfrg). Semliki Forest Virus (SFV) *9 # - £JS VT.'rh, 

(Tienari, P.J. et al. f EMBO J. 15: 5218-5229 (1996)^0 S:fflV^45i il^T 

[0 0 2 8] 

<Z>**\ Wft>Sh7>X7i7-€ (GST) fc££^bfcflft-£#>^* 
fcLT3fcJS3*fc*^fctt* n:/ If > (Thrombin) ^Factor X 

[0 0 2 9] 

# — ##lf £>*l& (Chen, J. et al. (1998) Cancer Res. 58, 3504-35 
07; Barkats, M. et al. (1998) Progress in Neurobiology 55, 333-341) „ 
[0 0 3 0] 

#»i|Stt*fc* 1 fc8B*©*3SK*J#&&SDNAfc4#*tttc^>f :/ 

ij^XU 5frfc<fc*15&£©»*fc^'r<&DNAK:W'rs. r#^{c/\-f ^ 

y#>fx-r&j ttt, ±aa©»#©/w^y#>fi?-$'a:y*frT* *j£b<te 

-r<5DNA£:©?ayUW i?- S/ a >#^*K:£Cj&:v* 

-<Z><fc?fcDNAlCW:, *»W<Z)*>^^5t«:3- F**DNAXttStDNAi:«»»fcD 
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[0 0 3 1] 

NAW**3e#a (SSCP) J: ».K M^fcS VM*cDNA©#MfeSVMi 

[0 0 3 2] 

A^mzMt&mm^ &tt<D*mz*>)ftmirZ>Z-t.tf-*SmT*2bZ> (Scheidtm 
ann, K.H. , Immunological detection of known sequence, in "Protein struct 
ure", T.E. Creighton ed. , IRL Press, Oxford University Press, pp. 93-115 

) . #i;*n-^*ffitt©W»tt» Mill aWi'Jii^^^**®* 

! 9 ffiH# 2000-30423 5 
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5. 

[0 03 3] 
[0 0 3 4] 

[0 0 3 5] 
[0 0 3 6] 

v\, ltm^s*-^ pmmm m^vymmmm. hepes^ 

[0 0 3 7] 
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[0 0 3 8] 

^#©#8sJC d £#T*£<5 (Parren, P.W. (1992) Hum. Antibodie 

s Hybridomas 3, 137-145) „ 
[0 0 3 9] 

as^^KlC»tttt«*S:igj»S*SXS, (b) 
[0 0 4 0] 

d&SKiiSCTafitRaibTfflv^tis- sututii, am 

[0 0 4 1] 

iji<z>*>^*«©C5|iiS8i4y$ jWl (ci4) o*yf^K*fcB€bfcr7 
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iilg^**^/***^*©**^?-©** — fflXH. h?:n 

^iO^D'yf'O^ (Tarassishin, L.A. and Russell, W.C. (1997) Bioch 
emistry (Mosc.) 62, 38-40; Matthews, D.A. and Russell, W.C. (1998) J. Ge 
n. Viol. 79, 1671-1675) ^>two/\>f y F^-x A (Vidal, M. (1997) The 
Reverse Two-Hybrid System in "The Yeast Two-Hybrid System" (Bartel, P. a 
nd Fields, S. eds.) Oxford University Press, New York; Fields, S. and So 
ng, O.K. (1995) Microbiology Rev. 59, 94; Vidal, M. et al. (1996) Proc. 
Natl. Acad. Sci. USA 93, 10321) fefiJJS LTftt> H =fo «TtBT?**. US/bf-r 
hV TJl/tr^Z* h y (Myers, P.L. (1997) Curr. Opin. Biotechnol. 8, 
701-707; Campbell, D.B. (1997) Q. J. Nucl. Med. 41, 163-169) ^£J:£A 
^j^jl — ^y h $r^V>fc^.^ y — — ZS# (Cerretani, M. et al. (1999) Anal. 
Biochem. 266, 192-197; Kenny, B.A. et al. (1998) Prog. Drug. Res. 51, 24 
5-269; Gonzalez, J.E. and Negulescu, P. A. (1998) Curr. Opin. Biotechnol. 
9, 624-631) KlJ:y*»WO*>^^«K:|g-&'t*fl;#««:#«'r**«S : fca 

[0 0 4 2] 

^®#4Tf, *»«3©*>^f K»c*©a6Rfe»«S**XS, (b) ^« 
©«Wrfe«ffi-r*XS, (c) att«»##*ETJcfiv^T«ffibfe»'& ( 

[0 0 4 3] 

35«Mfr£4k if fetish rfte>Jc«KS*i&v%. *fe, 
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m<o # > a * n n v x a. nm<n # > a * st* # > ^ * it* % £ va 0 

[0 0 4 4] 
[0 0 4 5] 

giR<z>^l&Tttu «7L«*Ki:*»W©*>^^ilfe'<>* a ' < --^^ SDS_PA 
e>^D&N^£fcl±C^£^bTfc£, Tris-tricineM PAGE £fete?gJi*n 

7by77^- (tlc) fcific^j&m-rezifct^^o *fctt* 

[0 0 4 6] 
[0 0 4 7] 

•T, *»W©*>^^3St^KAP p ^*^ 2/ * a ' < ~"^ b - -W»TStlfcliKAPP$:SDS- 
PAGET?#gi&> APP© K*>f («*.tfAjStC^Ttt A 0 l-17g£fk 

Aj817-24#t#, A01-4O CSStfitfk A 0 1-42 CSStfltfMgO V^T 9 a: 
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ISRi:U*C^3ry=f^^K (MAS A/Sl-42^) fcffivv 
[0 0 4 8] 

[0 0 4 9] 

mm^±mm2 ft mm^^m^m.^ mm 

[0 0 5 0] 
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$z>mvf®m*te^i)\ ngjAPP*WjiT*fe-5o ^mmappwu mmmKmmco^ 
&x*mm'r2>z}itf-*sffiT*3bz> 0 MMPomft*?* f*s\ fe©APpy-rv 

-7 ^-^APPjlg&tf U F. ^©^BrSP&fc^tf J: -5 ic-£j&3*\,fc* U 

zf^y^ F bt * A' **? SKtt^ItStiTv^fc.t:^. $?>ic. 

[0 0 5 1] 

ic PS^ S 4x S =fo © « * ^ o 

[0 0 5 2] 

«J»*=eS?*- h^e>©40kDa^D^T--fe*©^. fc<fctfAPP# 
#»«J6JK^©»SJft*e5Bt:^feA#5« (55~82j§&) fc£tfm3M3iy;i^W 

v-mT'jztiLttffl (6o~84^) <D&mom<nmn* : &&i%ii%^?£& 5 ftfflMft 
\zmi^tc 0 wmmwRtim^ m&mmmzxmav. -noicT?«#i,fc. 

Tris-HCl (pH7.5) /1«M EOTA/2«M7x— /I/* /l^/I/tf-U Ffrb 

J&StKB*^^^ ^Cffl««r*15»l*JCT»»[b. ^©^T'Dounce*=E^-f if 

«S!I»APPM:, ffi<RSnrv^«»J (Matsumoto, A. and Fuji wara.Y. (1993) E 
ur. J. Biochem., 217, 21-27) IC, JrfccAPPjJtflc (Matsumoto, A. and Fujiwara, 
Y. (1991) Biochem. Biophys. Res. Commun. 175, 361-365) fcflg V*fc*=E V* 



2000-304235 
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) 5mBft*«*i: bT20mM Tris-HCl (pH7.5) £JgV^, j£*OTtf>iZ l> 
n ^ 7 £$§&-r £ XT ^ V >-fe 7 t P - * ™6BT "7 -f -f * 9 A 
(Amersham Pharmacia, UK) JCiS^n^h^^Kljfrttfc. aM^fcEUKL 

ft««*T?«><«fe^^fe. *5Ailie#bfelB^€:. 20mM Tris-HCl ( P H7.5) 
fcJ;tf0.2M KaClfr&fcS*ffi«tra&ffiV*TiaJKU #CV^*#LfclOmM Tris 
-HC1 (PH7.5) |C#bTa«fbfe±-C*«fM»^fe. ^-V^-yUUT>h^ 
/l/-S&feK: J: «^«^W^©*aEttPAGE^n 7 -f - to * HiAic^i- D 
[0 0 5 3] 

(Biophoresis™ 3, At to, Japan) 7^ F^VS 

^ifr$ggfc<fctnris-^y (Smith, J. A. (1989) Electro 

phoretic separation of proteins. In Ausubel, F.M. et al. (eds.), Current 

Protocols in Molecular Biology., John Wiley and Sons.New York, USA, pp. 
10.2.1-10.2.9) . »3^©tS^H^«:*«ttPAGEK:J:y^JI20~100kDa©ttBB 
CD61®^lC^-ilbfco #M#0>— gPSrSDS-PAGElC&L, «SSftKl J: oT^tftft b 

(H1B) o 

[0 0 5 4] 

«.HI^&35«a»APPda-«P»ttK:B8bT^«f^*fe«>^ l«MZn 2+ ©# 
^TICT, fch?8J»^e>fl«Ufc3te0.1pMl<Z)^«8aKAPP«:«^ (#j0.05 P mol 
) fcfcfcJC37'C-e3l$W>f S/^a^-bLfe. tt^T, BKJltif^fR^ 
8¥i£&&^&fc#>. #Kj£»^*&SDS-PAGEE<Z>* i/l/C&^Tfci&U 3fiA/3 1 
/14jft# (Calbiochem) Sfflv^fc^x^* y b«Mf S«T©J:"5 KlUTff 

[0 0 5 5] 

SDS-PAGEiC * « * * S^IH^IC # > A * ft & ^/l/* e>Hybond C^ h U i2 /I/ 
rj-*R (Amersham Pharmacia, UK) M> -^©«T5%9 S/Jto»T^/ 
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y^>&-£t?Tris^®£3l:&i&7K (lOOmM Tris-HCl (pH7.5) . 140mM NaClfcJ: 
tf0.1%Tween 20) t$lzmZU%ffl&^t? & Z- £IZ J: *J, J|lft*£-£- £ ^ a v V 

^>^a/<-Mfc„ rtlS:±fB©jlUlCf|^^Lfc^, 1 : 2000lC#$*L 
>f>ifa/<-Mfc. ECUk^3fc^m^X^A (Amersham Pharmacia 

, UK) fcJB^T, i/mSXi87>f^T'Mbfc. 

[0 0 5 6] 

# m.&$r ic \*m < > ®# i 1 o>m.ft itmmr^^r=. a^it- itzo^-a ft iz 

[0 0 5 7] 

■^It5ia(Di3^ffl«^»lCj:y^*©M^19S:llIiRbfe (®1B) 0 ®#19 
Gft8*ig) Sr^S-fb-TSfe^), 20mM Tris-HCl (pH7.5) fe^ffiffc^ffi^fr^lm 
M Mono SJJty&WkJl^Mzm-lt-* mW^L. 20mM Tris-HCl ( P H7.5) /0.2M N 
aCl£^ffi^«&£LT^H£-£iaiKbfc. ^tf>^> H#19fr *> ti40kDa# > 

T^fcffi<D#>>rt*flii^£*«iEkfc (®ic) . m^x z\mz±m<Dmv ic 

58«ffeJ:tJt«Mt««S:«V^ t hfl^CPB (HBCPB) fgft&ftfe. ^X7 5i?>- 
•fe^rn-^^j^AtcM-a-bfeH^ (^ji5m g ) ^^(^t hflKCPB©HUR4tt2^g 

X*Zb-=>t=. (#j5pmol) 0 
[0 0 5 8] 

#HLfc40kDa^ , D^T--lf<5D^>A^^fi??SffiS:«?*f'rSfc«), ImM Zn 2 
+ CD#^ETtCT371C-e3^^ MAPPgg 0®0.1p«ol) ZAOWa^UTT -H (0. 
005—0. lpmol) HPilZj >^pa^- h U jSfSS^JO^^f l**aA/S 1/14#£#£ Jg 
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40kDa* >7^fttt3c«MAPPft»»b, 5.5W)air^ft^*fi-fci-«S~llkDa<0 
kfi^m^^^^^ <» 2 * ^->5^J:^6) o H«©fijS&, 5mM EDTA 
, 1"M ^^^^EA^/^S/^^^— ^K*H^ (BioPur. Switzerla 

nd) ©#*TTfflofcfci5. EDTA (02, i/->2) £ ***** 

> KD>f3^- •tfABC*a3KZ>»*S:«II'r*fe«>^ 3> Kn >f IfABC© 
^^«l£S:ffiW•rSZn 2 + S:^*^V^^#T^CfeV^T. 20mM Tris-HCl ( P H7.0) 

— tfABC (Seikagaku, Japan) JC37TC-C3l$|fiK > b U *<Z>&. 

* esr t? i5&n >r > * a * - b b t mm ft a * -tB * w« 

fSHBLfc (02, i/->3) . APP©«JBRK^-f>©-«PK:»iS^** ,J 

iJ^^- FNH 2 -TPEERHLSKMQQNGYENPTYKFFE-COOH (M^tt : 5) (APP695066 
2, U->8) c Jt40kDa^■^^T-^fmfr*>SV^^imC14m^©# : ftT (S 

[0 0 5 9] 

fcUT5.5kDa|fifi#ttK3nfc (02) Ifclt £ <»N**©fi«i: 
B«»iWflK:t)feoTV^ii:*««^V^. fc h BaCPBlC ISA 0 ©15-17 

# a © r s y wtsat^w- * < > ' ® #>*n;APP-ci 

K ;* >f > £ ^-TS C^aSAPPWr^r t £ . 

[0 0 6 0] 

mmm2] 40kDa^D^T-i£ftn- K^£cDNA©$H £ -*n--->^;i3J:tf 
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A^y^U y-->?K*oTcDNA*n->M«l'r*fc«>K:* 40kDa 
^J;^30kDa^>A^«<3D^tl^tlS:Ii>««obilon P SQ :7>f;i/*- (Millipore, U 
SA) _tK@5£L, «V^TiK7>4M»feffofe. 40kDa*>^f ft©5^n2/- 

: y*/^*>», E: y;V^t^>^> N: S : -fe 'J >, T: hi/* 

Q: *7l/*S>, G : ^y H: bXf^X A: Y: 3^0*/ 

R: P:^n'JX M: V: >, W: WzTYr? 

r y> K : y F: 7i^75-X I : >f VD>f L: n>f 

[0 0 6 1] 



ffifE4$2 000-30423 5 



1 1-12 5 1 






1 


2 


3 


4 


5 


6 


7 


8 


9 


10 


11 


12 


13 


14 


15 


D 


2.7 


3.2 


3.1 


2.7 


4.9 


3.3 


3.2 


3.4 


3.4 


4.0 


2.2 


2.4 


3.3 


2.1 


Z. 1 


E 


5.4 


4.5 


4.9 


3.4 


3.9 


4. 3 33. 0 


6.0 


4.7 


3.4 


4.2 


4.6 


3.7 22J 


5.4 


N 


5.1 


4.4 


4.0 


2.6 


1.8 


3.5 


2.9 


2.9 


2.5 


3.4 


2.5 


2-4 . 


3.3 


2.5 


4. 5 


S 


5.1 24J5. 


7.3 20.6 


6.3 


3.1 


3.2 


3.8 


Z9 


2.8 21J. 


5. 4 


2.9 


3.7 


A 1 


T 


3.8 3.4 


3.6 


2.3 


2.5 


2.4 


2.5 


2.6 


2.4 


3.3 


3.5 


2.4 


2.5 


2.3 


9 Q 


Q 


5.5 


4.5 


3.8 


2.9 


2.9 


3.7 


4.8 2JL4. 


3.6 


3.4 


2.4 


3.7 


3.6 


3.8 




G 


4.3 


4.4 


3.4 


3.2 


3.0 


2.4 


2.5 


3.3 


4.8 


2.6 


4.1 


3- 3 


3.5 


3.4 


9 * 


H 


3.6 


2.4 


1.7 


1.9 


2.5 


2.4 


1.9 


3.8 


3.4 2JJ& 


5.4 


3.5 


3.7 


3.9 


9 T 


A 


34.1 


6. 5 29. 9 


4.1 


5.2 


4.7 


3.6 


3.9 


4.9 


3.9 


7.4 


4.9 


6.6 


3.9 


A O 

4. y 


Y 


7.5 


5.3 


5.0 


5.2 £L1 29*5 


6.4 


4.0 22a 


5.7 


3.9 


3.4 


2.3 


2.5 


Z. u 


R 


3.4 


3.8 


2.4 


3.1 


2.9 


3.5 


2.3 


3.4 


3.2 


3.0 


3.5 


3.2 


3.3 


3.4 


3.4 


P 


3.9 


3.2 


3.2 


3.5 


2.4 


2.8 


3.1 


3.3 


3.6 


3.9 


2.4 


2.9 


2.3 


2.6 


2.5 


■ 


2.4 


2.0 


1.3 


1.0 


1.4 


1.6 


1.4 


1.4 


1.1 


2.3 


2.0 


2.6 


1.9 


2.3 


Z. 1 


V 


3.2 


3.0 


3.1 


3.7 


3.0 


3.5 


3.6 


3.8 


4.1 


4.3 


2.4 


3.9 


4.0 


3.1 


3.6 


■ 


0 


0 


0 


0 


0 


0 


0 


0 


0 


0 


0 


0 


0 


0 


0 


K 


3.6 


2.4 


3.9 


3.8 


3.8 


3.3 


3.0 


3.5 


2.9 


2.5 


2.0 


2.1 


1.9 


2.5 


2.9 


F 


2.9 


1.4 


1.4 


1.5 


1.8 


1.9 


1.9 


1.5 


2.0 


1.5 


2.3 


3.0 


2.2 


2.7 


3.1 


1 


3.5 


3.3 


3.6 


4.2 


3.5 


2.9 


3.4 


3.4 


3.1 


3.1 


4.5 


3.4 


4.4 


4.8 


24.1 


L 


2.5 


2.4 


2.5 


3.7 


3.5 


4.1 


3.6 


2.4 


2.2 


2.3 


2.6 


2ZJL 


4.4 


3.6 


2.7 



[0 0 6 2] 

£7We>7WCfcofc. 30kDa*>7l*g©|gtt£fi?f$!U 40kDa * y /t * W H 30kD 

$M*RNA<£RT-PCR#Mfr*3 h$M§cDNAt7>f 7? V -V>$m.^^>7 U 
^£V^2o<Z)#*£K:«}:oT. 40kDa#>^?H£n- K-TfccDNA©^?-* D 

[0 0 6 3] 

quickPrep™ mRNA»ig3fy h (Amersham Pharmacia, UK) fcffiV^ 
2m<Dm<D&&MB7Uv?fr*>tfVM + ML (poly (A) -rich RNA) £MfgLfc 
„ GublcriiHoffiiann©^^ (Gubler, U. and Hoffman, B.J. (1983) Gene, 25, 
263-269) |C«oTKmiJ|cDNA9>f^9U-fcff«bfc- SSI* > K<Z> C ™A 

tt, U ii(dT)fe^9>f T-i: bT^n-vflsMoionejrrf ^ajfa^^W ;v 

T.^LW&W^ (FPLC-pure™, Amersham Pharmacia, UK) ^MV^, /KU(A) + 



3 0 



ffif£4f 2 0 0 0-3 04 2 3 5 E 
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RNA 1.5/i*#e>£jabfc. m^X, ?U-yft*mmV#Z*^T-l£ll (Amers 
ham Pharmacia, UK) ©##TT?? n -><ffc*®KDNAjK U * ^-ifl (Takara, J 
apan) fcfflV^, ®1X K©DNA3^&»2^ h 9> K©cDNAS:-&«Lfc. T4 

77 _^ ij ^^--^ (Takara, Japan) IC J:oT2;fci|cDNA£ 5 P?i5fc3§Hbb, 
MgEcoRI^^^--^ (Takara, Japan) V*T-£©EcoRIg&&S:^tlif bfc^lC 
EcoRIU bfc„ DNA5>fy-S/a>^r^ b (Takara, Japan) £JB 

V>Tvlgtll:77-S/^?#-©EcoRiy-^£cDNA£©^^£ffVV ^V>Tin vi 
troTfyty^"— $?>y&f?T?fe (PhageMaker™ % Takara, Japan) c l§£@i:b 
T^»«Y1090r~SfflVAfe»^,. £©9>f ^ U -©8*1*8.0X10 5 * 
7f?J&#& (pf u) /i& U (A) + RNA 1 /* gT* & o o 
[0 0 6 4] 

7* IC , #11 b £ 40kDa # > 7\° * jg 3 >tf 'J # n - ' ( 1 : 1500 IC #^ 

(StJohn, T.P. (1989) Screening with antibodies. In Ausubel 
F.M. et al. (eds.), Current Protocols in Molecular Biology., John Wile 
y and Sons, New York, USA, pp. 6.7.1-6.7-5) „ 3X10 5 ^9- (P 

fu) <DyT-Vtru-yo>7>V y-~y>f\zz. 'j3o©BSf£? u-y&ftMZti 

S^^liPRISM™SI& % > — #X>-£- — (Applied Biosystems, USA) ^fl^Tfro 
[0 0 6 5] 

^©^*^3tlfel544b P ^0DcDNA (ffi#J## : D 360M©7^>^ 
JSIE (@a^I#-^ : 2) £n- K-T<5il^S$4xS1083bp^:©^^#Ano#^£-t 
& (03) . a>hra-*&mv^fcjfc^n$>HW*TlCJ:y» ^©cDNAttH Mfil^C 
PB (HPCPB) (Eaton, D.L. et al.(1991) J. Biol. Chem. ,266,21833-21838) £ 

j^MCPB (Yamamoto, K.K. et al.(1992) J. Biol. Chem., 267, 2575-2581) $3 
<fc tfflE*®*fflI®CPB (Goldstein, S.M. et al.(1989) J. Clin. Invest., 83, 163 
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0-1636) tfHftsnfc. 7u-7uKhfiLm?*^ HjeanfefcbK^o^r- 

^ n K b M|CPB<D198~334#B<Z>y * ;«Mt (^^n H MMCPB cDNA 
LfcV* »2IC, ^I/^OtbJfcitCPB «BNA©1190~1241*B 

84-423* a ©r 7 i/-^7M:J:oty 

^ nt hKC PB©C*«IC»* 3 fel4«©T5y««iS^C*. *#©*fctt* 

lC ^l,^Db:bJi!l^CPB«RNA©3'#3-F^ (47^*) *5J:tfJl***lfc 

a K y ****** ? i/ - A©«IRK:fiia« T S ; & *• 

[0 0 6 6] 

tMICPBK:W«*C5Mli4T^y»«a6 (C14) icWI***** TOW©** 

~y b ©K^-f>*K:«ft&nfc (inohara, N. et .1.(1991) J.Biol .Che». , 2 
66 , 7333-7338) . C14*:/* K fciaWKD3*«#»«» * * * > ©M***** 1 

[0 0 6 7] 

iffcttaftK:, RT-PCR&J3J:tf3'RACE (rapid a» P lif ication f cDNA ends) * 
(GIBCO-BRL, USA) *fl§ v^KGPB©cDNA©#««:1**fc. \> HhX 

3 2 2000-304235 
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SI§P°ly(A) + RNAS:/gV^., cDHAttT 5 ^ BIKMftJfelS* «D KN^T* 

jJbfct^'J^^^K (5* -GCCTCCGCATCGTACTATGAACAGTATCAC-3' /SB 

*i#-9: 6) ftjsv^ r>«>^9>fv-fcbt*y=rc«)«:*^*T4ry 

jt _^> f ^-S:fflV>-CSDPERSCKIPT™3ffi*^#* (GIBCO-BRL, USA) (CfcU 

RT-PCRg«fcbT1077bp©#— ©^^KO^^fflStlfc 
(04C, o HPIX;CJ:*#K*K:PCRK*©S/-^x>^#«f€:fJofc. 

Jft«Sm3£ttPBISM™e»2/-^3:>*- (APPlied Biosystems, USA) 

[0 0 6 8] 

*CD£X. -CDBB^J^BMUbflgCPBlcM/S-rS, ^I/^D bHCPB cDNA 
©S*l/**K360~1436i:H-T?*ofc. ^fr^, 2«<Z)* U ffMRC. 
J:U#£>*lfc^-f*l©cDNA*K tSMrt©im-© n, RNAfCft5fe-r€>ifc*^^tl3fe. 

-<D^m*^. 30kDa©*:/A o ?Hli. 40kDa<Z> * y/W ft H-©*^ 
tC3-K3*lT*3».K 40kDa^>^^R©N*»^«yffiStlT, 30kDa©H b 
flgCPBfifcB * > * ft#£/£"t 45 % © £ & tb« . 
[0 0 6 9] 
[HM3] ;-f>^nyhfflf 

Hi, UN. MU ffF8ifci:t) t ll^lii^ffi^-r^^ , J( A ) +RNA ^«*- M0PS (3 " [N " 
*E/I/*U S ] 7 U WtmWL (20mM MOPS (pH7.0) , 5mM NaOAcfc* 

tfUHEDTA, 6.6%^^/^r;i/ft F&**0 *T^%T #n-X^/WCTlMC& 

Nbfe. ««MI*c*^«U-^aybtticJ:oTy/b^6^n>N (Hj 

bond N + . Amershan Pharmacia, UK) tC^b. ^-^r^^tC^o t@^bfe„ 
>|V%-r^nyhftEicpre««Hjb™/W^y5f>f*-S/a>»« (Clontech, USA 

) i4»ict68Tc-eii*iaA>f ^"u ^f>rx$-ti:feo 

[0 0 7 0] 

^■D-^tt, 5* -GGTTCATAGGCCATAATCGAATGT-3' (SS^(I## : 7) 

33 ffi|E#2 0 0 0 - 3 0 4 2 3 5 



«f#5£ 11 — 12 5 1 



(«D««>3l»l/**F6«~618C**) - 5' -TCAGGGGCATTAAACATTCCTAAT- 
3' (0W*: 8) IT>fW^«'- (CMA<D^ KH35~in2 
l=«ff> tbtfflW TakaraTa,,™^^,*^-* "akara. Japan 
) ^f-PCRfCfcoT^^ ^DK hBSCPB .MMCWHMKMbp** 
^ (04C • * h,-T (Clontech. HSA) ft* 

h ' (Takara. Japan) *«V«T l.-^*^**********- ► 

IC0.1XSSC, 0.1*SDS*-C65t:, 40£BKDSfe»>*2EH?ofe. 

yyjnt hBCPB eDNAffiDNAK5«j*^W^Ot bJtfltCPB cDMJ:#*K*H 

(BS - ""^ »• 4 - 533J:tf7) • » S33J:tfmB,ci5 

* > *T =» V >-* 7 T B - * * 9 U CM* b feHd SI8SSB SDS-PAGEK J: o 

rtt £ Sbfc 40kD»*^*H*«gft+*fe»^* VS ** n ^ hy77 

3 4 ffi«E#2 0 0 0-3 0 4 2 3 5 
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$L{bi:m£.2-£t-o ffiMm*^ IgG®#& EZ Prep (Pharmacia) tC <!: >j 3fit$g b 

ffiflO fcJtttLT2000«<Z)«liS:^"rSii:« ? a«S*ife. ititttMC 
Df7 _ f{: ^ &C ^147^ ^ K»SK:»lS'r**U rf/^y^ KNH 2 -SNPPVE 
KLLPLSLK-COOH (ffl#J## : 9) lC*fLT, mC14£t#&^£3i±fco £©*U=r 
^^Ftt, K56cJ8»#KN-t FD*^^ FXXf;i/ (Signa, U 

SA) &MV*T, ^ — Jjx — ;i/U h^^E^T — > (Calbiochem, USA) 

[0 0 7 3] 

^&PAGEKJ:oT#!ilbfcH#£SDS-PAGE&, tfiMt. L/Tffl^T> 1 
) o ^©MH^ fii^l/^DIlMHCPBsKU^n-^-^frtt, #-0>4OkDa/t> K 
IB) tS^ofc. a^oBSS.Kft^&fffeJSJS*^^*- b©#*r*ett* 

^#lCj:oT40kDafcJ;tf30kDa<Z)A>F3Wm£*lfc 1/->1~4) „ 3. 

<Dt£m #^-*40kDafc «fc 30kDa izMfc t52o(D 3^44 PAGE® # JC APP#g??£ 
U , 30kDa* Utff&MMzf l/^nth fl8CPBT*&£ £ ©MI 

®^C^DM^#e>tife^ (06C, l^->5~7) , hJfffli*^*- ^ c rn- 
tt&& J K/&44A:vFtt£<&ffi2*^&fro^ rftMu #tCl4#t;##n b^P^co 
H hJJiCPB^^-rsrilS:«l*bTVNS 0 
[0 0 7 4] 
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#3£ 11-12 5 1 



[0 0 7 5] 

immm 5 ] ^MMtt-fts^fr 

Hi£#l4 T*#g£Lfc. t: hflgCPB (HBCPB) £#M#>lClgI$-rsSi;fls£ V^T. 
<D=g#£lO%;i>;i/Ay;b-rk K*lCliira^±«#-rsr^lCj:oT@^LT, 5 

m, ■jpo/t ^ 7 -f & b fee ^«EJH«8fls^«f ttT if 

# (ABC) «SJCJ:oTfTofe. 7 -f >ft.3S«, 3%«IMfc#a$*f»K:5#l8« 

[0 0 7 6] 

J:tf«£C14^MSKlStt« c v%r*i=blWfi« (#«*M«0 P*lT-&m£*ifc (H7) „ 
^^nrL-D> (H7A, B. CfcitfD) n> (®7E 

Stife^JS^ft^^^^O^UTO)— SPtt. *5tfc hfl8CPB£«klttfrC14&^fStt 
€:-v%-f*i=bM<»3Kbfe. IOJ:^^D^'J7li»iIrt (H7B) , - 
a-n>£iia8R*UfctMI (H7C) iifcteifiifMH (H7E) icftgi-S. tft^ 
'J7^ffilfi?>^i'S (GFAP) S£#&fflv^fc*»W#&©«¥«ft^ 
(35 iESBB iCgSbT^L^I^^nilh flgjCPBfc J: JflE^Jfctt & H BMSSl-f S GF 



ffif£4# 2000-3042355 
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[0 0 7 7] 

-ifoiEflt^JgSl^M^E^^fifbfe (08) . ifO^thXit. h - j.-n ^ 

W^^^hta^ (Sanbio, USA) , trtfc hCDBS^y 9 n --J-Tl/Jfttt (R&D Systems 
USA) , hGFAP^/ ?n — (Advance Immunochemical, USA) , tfc 

A01/4O#t# (US Peptides, USA) , ^fX/^Xl M&CPB#L#fc <fc rFC14#itt £ 
MRG-1024#fcj£l/ — (Bio Rad, USA) 

igJUSIft— 3.-0 (H8A, B, c, G, HfcJitfi) , *MM^#-^--n > (08 
D, E, £<fctfF) £*>tc, ftffiM*Stt«««fK:IH«i* (#3£«i#) rtlcJIMlft 
feii^t'^bT^y, JfthlMKCPB (08A-F) 3=>&Tfmi4 (08G-I) 
8ttt©Vvfft(cJ:oT%lftffi3tlfc. AjS '<zf?-FilZ.<DZfU'rT-l£<Dm&£ 
©B8«S«Wff"r«fc«>K:Si^ 1/4033 <fc tfmci4m#£Mv>T«M-©#£fl? 

tie) wc*««>e>tifc#, A/s i/4o^«!SJi5tta:*K:«'ftimfi#^tB«)e>tifc 

o 

[0 0 7 8] 

«t ? ic tf # < , - a - n y<o —B T* < 88«> & 

tifcfr-ofc (saAfejctKB) „ ^ufc-r^T©r;i/^/N>rv-^*#©iig}^^ 

J©^Rrt»Kl«£C14AffiSJiSfe©«Blli^*^ttmatl, dtUCtt^U T^$i£# 
^SEtttfellfcbTBfc&ti**© (H9B) «HJB«W€:#to<fcV>J:y*&— ftifc 
jtilLTIS&^tiS*)© (H9C) tffcofc. lE^I&iiJfr&bT, 7^>f7- 
a&JftWaJKTttjft^i^ni: hKCPBfej:tf«iCi4*t#K:^"r*ft«ESIiStt&^ , r 

»«)&tlfc (BJ9F) „ ^^rn^UrS:4tl^»K:»ai'^*^CD68fiift*fettC14^t 
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19 



y. HflBlcjRi-ay. mci4^HlS14li^A«©^fii:^^^ v>fe - 

[0 0 7 9] . 

[£j&09 6 ] &*n©cPB7 r 5 U - £ (DK&mi 

A (1958) J. Biol.O«., 231, S79-393) , CPB^W&^CHjeanTVx*© 
ttPHM>«*ofc (Pascal, R. et .1.(1988) Eur. J. Biochem. , 179, 606 
-616; Yamamoto, K.I. et .1.(1982) J- Biol. Chem., 267, 2575-2581) . Z. 

*a*«>tt« (Goldstein, S.M. et .1.(1888) J. Clin. Invest., 83, 1630-1 
636; Reynolds, D.S. et .1.(1882) J- Clin. Invest., 89, 273-282) **« 
* (Eaton, D.L. et .1.(1881) J- Biol. Chem. ,266,21833-21838) ICfcA^* 

ti ^J:^#^*W^^^^?:^^2p(Dyi.^nCP, 

(CPA) fei:^BM (CPB) (Blackburn, S. (1976) Carboxypepttd 

ase A and carboxypeptidase B. In Blackburn, S. (ed.) , Enzyme Structure 
and Function, Marcel Dekker, New York, PP .169-223) . 

-fbf* t h WM^^^W^CPO^b^W^ttm^CPcD^tSiKb 

T * y <D33~40kDa<Z)Zn-* * U fc****^©* 

•c«tt<c»>J. j;-r^**>u**^^^-™«^ EDTA, 7xt>h 

3 8 ffifE#2 0 0 0-3 0 4 2 3 5 
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JBJfi^&flCffiSnS (Goldstein, S.I. et al.(1989) J. Clin. Invest., 83, 

1630-1636) „ 

[0 0 8 0] 

^WOtihPCPB cDNA©*3S»«f^tt. tMKCPBtiHPCPBi:(Z)fflraffi«<W< 
(70%&_tias) . t:MB»iWlftt MP»CPBfc©«HItttt*«« (»«25%) 
T'feofco libJll«feJ:O t «»*«l®CPBl:HD<, fchKCPBICfcttSttfcF** 
> jc 7 * A 9 * U f*7^ K £ £ J** 4yy32/^ft»ffii:«SS 

*l&3o©»ft#*#3*lTV** (03) . £ft&©CPB©Kn?M:, 3£K«#K:W 
#-T*7S>>«3» (Arg-183. Asn-204, Arg-205, Arg-220, Ser-274, Tyr-275 
, Tyr-326a3J:tfAsp-333) feJ:lf3E»il<OlS^K:B8^*7 5 yH«3£ (His-18 
1, Glu-184fcJ:tfHis-273) tt«fiK:ff#S*l*CV^S. Ztl e>CD2o<Z>cDNAlC*fJ& 
-rS>!f/ADNAm«*^^^^^ , ' > ^ VN *"> cDNA#3t<DJt«*&. BPCPB*fc 
-y-ttt: hBgcPB^^©5feffi»^^«>Sii:^^^^So hBm-7ls7uc 

?B*Zl-F?Zmmmte*<D&&£^om&frb%X-2>£ (Reynolds, D.S. et 
al.(1992) J. Clin. Invest., 89, 273-282) , ^1/^nHhMCPB cDNA<Z>:n3f 

««©*g*T?&6^r«tt^i«V>. ^l/^nHPCPB©C5ft*»^K:ffi«b, HMRCP 
B4»K:tt#<£bfcVU8«©7 5 JWt&* lo<DX*V>©*ICJ:oT3- F3tl6 
frttT'fcfcfcV^ ^l/^nBPCPB ■RNA©3lf l/^KH90~1241JC*t*S"rS52bp© 
fc*JCJ:oTHrcPB*&©18ffl©7^;fl* (385-4017 5 >> »»3S) ©Rfc*fc<fc 
tfb: h0CPB©7l/-Ai/"7 t: MKCPBtc«^©C**l47 5 

g££Dfco ^-h©mmi*. ^l/^nt bBSCPB «RNA««. 3BW»RNA*:/9>f $/ 
>^icft*i*6M«IW*»T>f V73r-AT?ttft<* ^:7oHPCPBi:|i?Dl&3fc 

[0 0 8 1] 

+Arg) - (Asp+Glu) ] tfeS. «3t»#f^iJH MKCPBtt»*3lttT?* U * ^» 



ffifE# 2 0 0 0 -3 
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[0 0 8 2] 

HPCPB©*^ ^S^tlSmiBttlfll^©^®^^^^*'^ 

(Sakharov, D.V. et al.(1997) J. Biol. Chem 
., 272, 14477-14482) Q JK. tFIWI©CPB©C*JB»d©«a 

ant. fch»cPBKH»*cE>c**i4T^y»tt. n*anfc«©cp«)v^*wo» 
y, ATP^rt»*©*«#fl»»K : *« ,e ** i: * Ae, * lT ^* (Inohara ' N - e 

t al.(1991) J.Biol.Chem., 266 , 7333-7338) . M M|(OTTfC**14T 3 ^ «^ 
[0 0 8 3] 

*feB:2o©^D^r-*i:«>-**fc»^«**# i:b,c * l * <E ' r * (Kerfele 

ck, B. et al.(1985) Eur. J. Biochem., 151,515-519) . H hPfii^ 

nffAtt*M»rt-ettynynf>ft-«^^l*^** (Pascuai, r 

. et al.(1989) Eur. J. Biochen. , 179, 606-616) . 2/#HH*<Z>:/n^y- 

4 o ffiSE# 2000-304235 
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izte^ h V Zfis J -tfyC/7u-J'U'r'(~}--i2E}l<D~m&'£?<fcT*2b*) (Koba 
yashi, R. et al.(1981) J. Biol. Chem. , 256, 2460-2465) > ^^PUc^tt 
U J-tfyC£.<D=i m&&ft'Z%>Z> (Yoneda, T. (1980) Comp. Bioc 
hem. Physiol. 67B, 81-86) . Z. ©S©^D^T-if yAVMftM 

£g§3g-r£SDS (Sziegoleit, A. et al.(1985) Eur. J. Biochem., 151, 595-5 

99) &j8v>Tfce>-r> z<D7n^4^-^tf\zhMcPB£.£*jizmmmm2tir=. 

[0 0 8 4] 

PP£. ^ti$:-^^«;V>APPi: *Jt>«S*^C^Wlc«JEi-<5i:#^.e>tiSo 

Bgp^-??3^^y5io^-r4x«, app^t^ y -k:m««* 

. flKAPPo-^tcii, 4#;£©:/a-rtf- tfv ^>©^T*s>srtr*>*^*4xs 

(Shioi, J. et al.(1992) J. Biol. Chem., 267, 13819-13822) „ Z.<DnT # 
>^^®«X^V>151CJ:^T=I- K3tl^l8M©T^ym$:^^bfcAPP695T* 

x^py >i6£©IS<£>y ^ JWJ%MK-*£VZ>) k.t&-&V1Lziy Kn-f ^>^^ 

(Pangalosf,, 1995 J. Biol. Chem., 270,10388-10391) „ tac 
APP^:^^^S:«V^fe5c^MBKAPP©^tfcl^<Z)mPgT*. APPfctf)*BHgg2#]£}*oAPLPl 

tRIDJ:-5JCAPLP2©4#3£©T>f V7*-Ail*S-&i"* (Thinakaran, G. et al. 



fBI£# 2000 — 3042 35 
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(1995) J. Biol. Chem., 270, 16522-16525) . l/^U l/14#i#£$g#TlC 

&lste^Z.£fr%> APLPlSi:tJ t APLP2lCS5ll'r'5WT^tt^mStX^^-o^ (Wasc 
o, W. et al.(1992) Proc. Natl. Acad. Sci. USA, 89, 10758-10762; Spreche 
r, C.A. et al.(1993) Biochemistry, 32 , 4481-4486) „ Z.<Dt~&>, APPfc<fctf 

[0 0 8 5] 

3M8I»©1HCPB* JKAPP&^WrU A^t^f KI:Mt54 

omm*y-fr£*z>° se>ic, ««^»mjfli*K:*#«»^*KCPBH:, app 

KCPBH:, |j^lcfeVNTA)3©^S:^CS^Ba)^a^*l^^©^^y 

o 

[0 0 8 6] 

SEQUENCE LISTING 

<110> AKIRA MATSUM0T0 



ffifiE#2 000-304235 
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<120> Human Brain Carboxypeptidase B 
<130> MAT-101 

<140> 
<141> 

<160> 9 

<170> Patent In Ver. 2.0 

<210> 1 
<211> 1573 
<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (18).. (1097) 

<400> 1 

agaaaattgc tgttggg atg aag ctt tgc age ctt gca gtc ctt gta ccc 50 

Met Lys Leu Cys Ser Leu Ala Val Leu Val Pro 
1 5 10 

att gtt etc ttc tgt gag cag cat gtc ttc gcg ttc cag agt ggc caa 98 
lie Val Leu Phe Cys Glu Gin His Val Phe Ala Phe Gin Ser Gly Gin 

15 20 25 

4 3 ffi|E4f 2000-30423 5 
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gtt eta get get ctt cct aga acc tct agg caa gtt caa gtt eta cag 146 
Val Leu Ala Ala Leu Pro Arg Thr Ser Arg Gin Val Gin Val Leu Gin 
30 35 40 

aat ctt act aca aca tat gag att gtt etc tgg cag ccg gta aca get 194 
Asn Leu Thr Thr Thr Tyr Glu He Val Leu Trp Gin Pro Val Thr Ala 

45 50 55 

gac ctt att gtg aag aaa aaa caa gtc cat ttt ttt gta aat gca tct 242 
Asp Leu lie Val Lys Lys Lys Gin Val His Phe Phe Val Asn Ala Ser 
60 65 70 75 

gat gtc gac aat gtg aaa gec cat tta aat gtg age gga att cca tgc 290 
Asp Val Asp Asn Val Lys Ala His Leu Asn Val Ser Gly He Pro Cys 
80 85 90 

agt gtc ttg ctg gca gac gtg gaa gat ctt att caa cag cag att tec 338 
Ser Val Leu Leu Ala Asp Val Glu Asp Leu lie Gin Gin Gin lie Ser 
95 100 105 

aac gac aca gtc age ccc cga gee tec gca teg tac tat gaa cag tat 386 
Asn Asp Thr Val Ser Pro Arg Ala Ser Ala Ser Tyr Tyr Glu Gin Tyr 
110 115 120 

cac tea eta aat gaa ate tat tct tgg ata gaa ttt ata act gag agg 434 
His Ser Leu Asn Glu lie Tyr Ser Trp lie Glu Phe lie Thr Glu Arg 

125 130 135 

cat cct gat atg ctt aca aaa ate cac att gga tec tea ttt gag aag 482 

4 4 ffifE4# 2000-304235 
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His Pro Asp Met Leu Thr Lys He His lie Gly Ser Ser Phe Glu Lys 
140 145 150 155 

tac cca etc tat gtt tta aag gtt tct gga aaa gaa caa aca gec aaa 530 
Tyr Pro Leu Tyr Val Leu Lys Val Ser Gly Lys Glu Gin Thr Ala Lys 
160 165 170 

aat gec ata tgg att gac tgt gga ate cat gee aga gaa tgg ate tct 578 
Asn Ala lie Trp lie Asp Cys Gly He His Ala Arg Glu Trp lie Ser 
175 180 185 

cct get ttc tgc ttg tgg ttc ata ggc cat aat cga atg tgg aga aag 626 
Pro Ala Phe Cys Leu Trp Phe He Gly His Asn Arg Met Trp Arg Lys 

190 195 200 

aac cgt tct ttc tat gcg aac aat cat tgc ate gga aca gac ctg aat 674 
Asn Arg Ser Phe Tyr Ala Asn Asn His Cys lie Gly Thr Asp Leu Asn 
205 210 215 

age aac ttt gtc tec aaa cac tgg tgt gag gaa ggt gca tec agt tec 722 
Ser Asn Phe Val Ser Lys His Trp Cys Glu Glu Gly Ala Ser Ser Ser 

220 225 230 235 

tea tgc teg gaa acc tac tgt gga ctt tat cct gag tea gaa cca gaa 770 
Ser Cys Ser Glu Thr Tyr Cys Gly Leu Tyr Pro Glu Ser Glu Pro Glu 
240 245 250 

gtg aag gca gtg get agt ttc ttg aga aga aat ate aac cag att aaa 818 
Val Lys Ala Val Ala Ser Phe Leu Arg Arg Asn He Asn Gin lie Lys 

4 5 ffi§E# 2000-304235 
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255 260 265 

gca tac ate age atg cat tea tac tec cag cat ata gtg ttt cca tat 
Ala Tyr lie Ser Met His Ser Tyr Ser Gin His He Val Phe Pro Tyr 

270 275 280 

tec tat aca cga agt aaa age aaa gac cat gag gaa ctg tct eta gta 
Ser Tyr Thr Arg Ser Lys Ser Lys Asp His Glu Glu Leu Ser Leu Val 

285 290 295 

gee agt gaa gca gtt cgt get att gac aaa act agt aaa aat acc agg 
Ala Ser Glu Ala Val Arg Ala lie Asp Lys Thr Ser Lys Asn Thr Arg 

300 305 310 315 

tat aca cat ggc cat ggc tea gaa acc tta tac eta get cct gga ggt 
Tyr Thr His Gly His Gly Ser Glu Thr Leu Tyr Leu Ala Pro Gly Gly 

320 325 330 

ggg gac gat tgg ate tat gat ttg ggc ate aaa tat teg ttt aca tea 
Gly Asp Asp Trp lie Tyr Asp Leu Gly He Lys Tyr Ser Phe Thr Ser 

335 340 345 

aac cca cct gta gag aag ctt ttg ccg ctg tct eta aaa tagcttggca 
Asn Pro Pro Val Glu Lys Leu Leu Pro Leu Ser Leu Lys 

350 355 360 



866 



914 



962 



1010 



1058 



1107 



tgtcattagg aatgtttaat gcccctgatt ttatcattct gettcegtat tttaatttac 1167 



tgattccagc aagaccaaat cattgtatca gattattttt aagttttatc cgtagttttg 1227 

4 6 ffif£# 2 0 0 0-3 0 4 2 3 5 E 
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ataaaagatt ttcctattcc ttggttctgt cagagaacct aataagtgct actttgccat 1287 
taaggcagac tagggttcat gtctttttac cctttaaaaa aaaattgtaa aagtctagtt 1347 
acctactttt tctttgattt tcgacgtttg actagccatc tcaagcaact ttcgacgttt 1407 
gactagccat ctcaagcaag tttaatcaaa gatcatctca cgctgatcat tggatcctac 1467 
tcaacaaaag gaagggtggt cagaagtaca ttaaagattt ctgctccaaa ttttcaataa 1527 
atttcttctt ctcctttaaa aaaaaaaaaa aaaaaaaaaa aaaaaa 1573 



<210> 2 

<211> 360 

<212> PRT 

<213> Hobo sapiens 

<400> 2 

Met Lys Leu Cys Ser Leu Ala Val Leu Val Pro He Val Leu Phe Cys 
1 5 10 15 

Glu Gin His Val Phe Ala Phe Gin Ser Gly Gin Val Leu Ala Ala Leu 

20 25 30 

Pro Arg Thr Ser Arg Gin Val Gin Val Leu Gin Asn Leu Thr Thr Thr 
35 40 45 

4 7 ffiffc# 2000-304235 
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Tyr Glu lie Val Leu Trp Gin Pro Val Thr Ala Asp Leu lie Val Lys 

55 60 



50 



Lys Lys Gin Val His Phe Phe Val Asn Ala Ser Asp Val Asp Asn Val 

70 75 80 



65 



Lys Ala His Leu Asn Val Ser Gly He Pro Cys Ser Val Leu Leu Ala 
85 90 95 

Asp Val Glu Asp Leu lie Gin Gin Gin He Ser Asn Asp Thr Val Ser 
100 105 110 



Pro Arg Ala Ser Ala Ser Tyr Tyr Glu Gin Tyr His Ser Leu Asn Glu 

120 125 



115 



lie Tyr Ser Trp He Glu Phe He Thr Glu Arg His Pro Asp Met Leu 

130 135 140 

Thr Lys lie His lie Gly Ser Ser Phe Glu Lys Tyr Pro Leu Tyr Val 
145 150 155 160 

Leu Lys Val Ser Gly Lys Glu Gin Thr Ala Lys Asn Ala lie Trp He 
165 170 175 

Asp Cys Gly He His Ala Arg Glu Trp He Ser Pro Ala Phe Cys Leu 
180 185 190 



Trp Phe lie Gly His Asn Arg Met Trp Arg Lys Asn Arg Ser Phe Tyr 
195 200 205 



2000-304235 
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Ala Asn Asn His Cys He Gly Thr Asp Leu Asn Ser Asn Phe Val Ser 
210 215 220 

Lys His Trp Cys Glu Glu Gly Ala Ser Ser Ser Ser Cys Ser Glu Thr 
225 230 235 240 

Tyr Cys Gly Leu Tyr Pro Glu Ser Glu Pro Glu Val Lys Ala Val Ala 

245 250 255 

Ser Phe Leu Arg Arg Asn He Asn Gin He Lys Ala Tyr He Ser Met 

260 265 270 

His Ser Tyr Ser Gin His He Val Phe Pro Tyr Ser Tyr Thr Arg Ser 
275 280 285 

Lys Ser Lys Asp His Glu Glu Leu Ser Leu Val Ala Ser Glu Ala Val 
290 295 300 

Arg Ala lie Asp Lys Thr Ser Lys Asn Thr Arg Tyr Thr His Gly His 
305 310 315 320 

Gly Ser Glu Thr Leu Tyr Leu Ala Pro Gly Gly Gly Asp Asp Trp He 

325 330 335 



Tyr Asp Leu Gly He Lys Tyr Ser Phe Thr Ser Asn Pro Pro Val Glu 
340 345 350 



Lys Leu Leu Pro Leu Ser Leu Lys 



4 9 



mUft 2000-304235 



11—12516 



# 



355 



360 



<210> 3 
<211> 338 
<212> PRT 

<213> Homo sapiens 



<400> 3 

Phe Gin Ser Gly Gin Val Leu Ala Ala Leu Pro Arg Thr Ser Arg Gin 
I 5 10 15 

Val Gin Val Leu Gin Asn Leu Thr Thr Thr Tyr Glu lie Val Leu Trp 

20 25 30 

Gin Pro Val Thr Ala Asp Leu lie Val Lys Lys Lys Gin Val His Phe 
35 40 45 

Phe Val Asn Ala Ser Asp Val Asp Asn Val Lys Ala His Leu Asn Val 
50 55 60 

Ser Gly He Pro Cys Ser Val Leu Leu Ala Asp Val Glu Asp Leu lie 
65 70 75 80 

Gin Gin Gin lie Ser Asn Asp Thr Val Ser Pro Arg Ala Ser Ala Ser 
85 90 95 

Tyr Tyr Glu Gin Tyr His Ser Leu Asn Glu He Tyr Ser Trp lie Glu 
100 105 HO 
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Phe He Thr Glu Arg His Pro Asp Met Leu Thr Lys He His lie Gly 
115 120 125 

Ser Ser Phe Glu Lys Tyr Pro Leu Tyr Val Leu Lys Val Ser Gly Lys 
130 135 140 

Glu Gin Thr Ala Lys Asn Ala lie Tr P He Asp Cys Gly He His Ala 
145 150 155 160 

Arg Glu Tr P lie Ser Pro Ala Phe Cys Leu Trp Phe lie Gly His Asn 
165 170 175 

Arg Met Trp Arg Lys Asn Arg Ser Phe Tyr Ala Asn Asn His Cys lie 
180 185 190 



Gly Thr Asp Leu Asn Arg Asn Phe Ala Ser Lys His Trp Cys Glu Glu 



195 



200 



205 



Gly Ala Ser Ser Ser Ser Cys Ser Glu Thr Tyr Cys Gly Leu Tyr Pro 
210 215 220 

Glu Ser Glu Pro Glu Val Lys Ala Val Ala Ser Phe Leu Arg Arg Asn 

225 230 235 240 



He Asn Gin lie Lys Ala Tyr lie Ser Met His Ser Tyr Ser Gin His 
245 250 255 



He Val Phe Pro Tyr Ser Tyr Thr Arg Ser Lys Ser Lys Asp His Glu 

5 i ajH4$ 2000-304235 
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260 



265 



270 



Glu Leu Ser Leu Val Ala Ser Glu Ala Val Arg Ala lie Glu Lys Thr 

275 280 285 

Ser Lys Asn Thr Arg Tyr Thr His Gly His Gly Ser Glu Thr Leu Tyr 
290 295 300 

Leu Ala Pro Gly Gly Gly Asp Asp Trp lie Tyr Asp Leu Gly He Lys 

305 310 315 320 

Tyr Ser Phe Thr Ser Asn Pro Pro Val Glu Lys Leu Leu Pro Leu Ser 

325 330 335 



Leu Lys 



<210> 4 
<211> 246 
<212> PRT 

<213> Homo sapiens 
<400> 4 

Ala Ser Ala Ser Tyr Tyr Glu Gin Tyr His Ser Leu Asn Glu lie Tyr 
15 10 15 

Ser Trp lie Glu Phe lie Thr Glu Arg His Pro Asp Met Leu Thr Lys 

20 25 30 



ffifE# 2000-304235! 



11-125169 



He His He Gly Ser Ser Phe Glu Lys Tyr Pro Leu Tyr Val Leu Lys 
35 40 45 

Val Ser Gly Lys Glu Gin Thr Ala Lys Asn Ala He Trp He Asp Cys 
50 55 60 

Gly He His Ala Arg Glu Trp He Ser Pro Ala Phe Cys Leu Trp Phe 

65 70 75 80 

He Gly His Asn Arg Met Trp Arg Lys Asn Arg Ser Phe Tyr Ala Asn 
85 90 95 

Asn His Cys lie Gly Thr Asp Leu Asn Arg Asn Phe Ala Ser Lys His 
100 105 HO 

Trp Cys Glu Glu Gly Ala Ser Ser Ser Ser Cys Ser Glu Thr Tyr Cys 
115 120 125 

Gly Leu Tyr Pro Glu Ser Glu Pro Glu Val Lys Ala Val Ala Ser Phe 
130 135 140 

Leu Arg Arg Asn He Asn Gin lie Lys Ala Tyr lie Ser Met His Ser 
145 150 155 160 



Tyr Ser Gin His He Val Phe Pro Tyr Ser Tyr Thr Arg Ser Lys Ser 

165 170 175 



Lys Asp His Glu Glu Leu Ser Leu Val Ala Ser Glu Ala Val Arg Ala 

5 3 ffi|E# 2000-304235 
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180 



185 



190 



He Glu Lys Thr Ser Lys Asn Thr Arg Tyr Thr His Gly His Gly Ser 
195 200 205 

Glu Thr Leu Tyr Leu Ala Pro Gly Gly Gly Asp Asp Trp He Tyr Asp 

2io 215 220 



Leu Gly He Lys Tyr Ser Phe Thr Ser Asn Pro Pro Val Glu Lys Leu 

235 240 



225 



230 



Leu Pro Leu Ser Leu Lys 

245 



<210> 5 
<211> 24 
<212> PRT 

<213> Artificial Sequence 

<220> r 
<223> Description of Artificial Sequence: Artificially 

synthesized oligopeptide sequence 
<400> 5 

Thr Pro Glu Glu Arg His Leu Ser Lys Met Gin Gin Asn Gly Tyr Glu 
15 10 15 

Asn Pro Thr Tyr Lys Phe Phe Glu 

5 4 ffiSEfl 2OO 0-3 0 4 2 3 E 
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20 



<210> 6 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
synthesized primer sequence 

<400> 6 

gcctccgcat cgtactatga acagtatcac 

<210> 7 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
synthesized primer sequence 

<400> 7 

ggttcatagg ccataatcga atgt 
<210> 8 
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<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
synthesized primer sequence 

<400> 8 

tcaggggcat taaacattcc taat 

<210> 9 
<211> 14 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
synthesized oligopeptide sequence 

<400> 9 

Ser Asn Pro Pro Val Glu Lys Leu Leu Pro Leu Ser Leu Lys 
1 5 10 



[@1] 
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• 
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> b ^ % 220kDa : * * */ > , 97kDa : *X*'J5- ^ 67kDa : ^ 

2/jfit»r^/^^>* 46kDa: #PBT/l/^>, 30kDa : 21kDa : hV 

•7 i/ y mm S?. (B) SISg E *^«PAGEIC J: o T #W I- * y * * SDS-PAGE 

mm* ^T^x>n/icii3o(D^bfe®^©e)t>io-r*o$:M^T^ci&u, #iib 

fc*Kl«l&feK: J: o T pfttfl; b fc. (C)*S£ttPAGEK: J: ot^l bfcH#19©Mon 
oS>ft>^D7h^77>f- 0 jtlfi: 280nmT'©^^ (OD) . WM : B 

[02] 

3ff§gbfc40kDa#>/1*^©BgAPP#8??£4£o *&0. lpmoltf>3c^MAPP (l/->3 
*fett3> KD>f^— ^ABC (CDR-ABC) T'ttf^SLfcAPP (l/->3) 
£ % ImM EDTA (l/->2) * fcttlrt^-V 3tf>f ^A^tf* ^-iflfifcH* 
(CPI) (l/->4) ©#«Tifc»«TT', 40kDa^n-r-T— t? (V->2, 
3, 4, 6. 7, 8, 9 10T*li*«j0.05p«ol, >5-ete»0.01p«ol) T*&31 

Lfc. *^m40kDayn^T-^m^ (V->9) *>*VMt*tC14m# <l/->10 
) C ##T (^*JtT*l/50) -CfcfWrLfe. Tris-hU S/>SDS-PAGE©«, 1/- 

>i#e>6*T?ic#jSi-*:?ny hfcti*ftA0i/i4*|tffc i/->7*5<i:tfioic;*f0-r 
i^n?» McttHtAPP-cr«#fc«v%T«f«fbfe. & : ^*v-*-©#iMfc* 

|*OF^b>#ttTfSlfc^©. 46kDa: 5Pe7^5X 21kDa : hU^» 
RE*@^, 14kDa: a -5n7^X 6.5kDa : **-^ntf>IL 3.4kDa : * 

[03] 

licDNAGD* * 1/** F«*fe5*U *©8*ttf«aW75;Wlfc*t. 

30H)a*:/rt*flt (AXftfiMI) *ICH*snfcy3 7aKWCttT»*:lSbfc 

3>>MWttT^^7^>^OT(C fffttfLfe. ^CPBfei^HPCPBlCgB 
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t>yi/3>f^ AB0ii969i:bT*ifc3*vo*S. 
[04] 

0 HPCPB©«3Bfcib«l,fe«*H- 00 K hKCPBK^ftCSldBMT^ 

i%Bo ^ bfco (C)tbKCMC«-r*llb*MMIA©Er-TCB»«f. DNA^* 
^-*-©»*(ft«ftlrttt-«*bfc. **tt#*Kl*«CPB «WA (*> ^1077 
bp7t>FfeJ:tfllb»CPB cDHA<DS , *«»^Kl#JiS'rft538l»pA>K <*> 

[05] 

^<D»»ft*©fcbrtHA(Z>y-^^Oyh«Wf. t>» (**> 

i) , a* (i/->2) > ks (i/->3) , mm (i/- 3/4) , WBi (i/->5) 

, fflK (l/->6) ft*©^BNA20A«**6W»Ufe*y( 
A) + BHA«:, 2IBIC^t: (A*5*tfB) fcttTtfn -**/UCifc*"C**bfc. (A 

) 3 2 Pttit^^U^Dt bflgCPB cDNA©538b P |!ft#£yn-7Krav^;r-- 
( B ) 32 P-e^bfc/3-T^^>cDNA^n-y?:ffiV>fc^-h 

9 5?**92». & :RllA^*V-*-©#iMft«* k, *« t * ea%Lfe * 0 - ^» 
ttl.8kb©^l/5rnHPCPB «RNA, ftfetfJCLabO^l/^nt b»CPB «RNA (A) 

fcJ:tf2.0kb<Z)ti h 0-T *^>mRNA (B) ©#*Mfc«&3*'*". 

[06] 

ft*. WsSJCttPAGEJCioT^bfeW^ftttfrWV.T^XX*^^ ^ b» 
«fLfe«»Tf*«. ®^7~21 (1/->1~5) *SDS-PAGEiCj:oT#g|bfc 0 & 

flD»»j:tf*«ttAi:(lD-e**. (c)**i/*n*hKCPB** 
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[07] 

(A, B, C Ffc«fctfl) *fett«Cl«t# (* * Gfc<fctfH) T^S. (A)&M<Z> 

» ft H#=. a - n > J: tffSttfls ^n^J7t tt^ll&M c'*MfcRJStt#»«> e> 
**400*. (c)i#-a-n>i:iit«fl:^D^Jr. «*«>o 

. (F)feJ:tf(G)^«»«#-a-n>td:«[tMHCPB (F) 33<fctfmci4 (G) %M 
[08] 

fttt«#ft«*i'-tf-*«*HWK. ^M©^-^--n> (A, B, c C H 
, I, J, Kfc<fctfD *5J:tWWI*Rffr-a--n> (D, Efc«J:tfF) ©KflJtfK:, 
^-D7^^>^ (FITC »&) il^l^^DtlbflgCPB^ (tr* 
#6) (A, B % C, G. H££tfD , «Sa-07^^httft ( 

FITC) tmC14^ (fWl/» K) 0>> E*3J:tfF) % £fel*mA0 l/40m# 
(FITC) tmnm* (f^^W KfcJ:t5L) ©H*#t>*K: 

«<»«>6n«. «*: 200« a KfcitfD , 400^ a Kfc<fctfL 

[09] 



tfi§E# 2 0 0 0-3 
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V*(C), jRC14ft*fitftt©«i***»- «*400« D (DfcJctfE) :ffiCD68ifi# (C 
) feJ:tHKC143M* (D) •e«ftUfe2tJ[©*«WI^. **«©CD68BM!t^yDy 
ij r (0-»tt«C14*HLR*ttt»M-r So «*200«. (F) : fcttft* vuwr 
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MrkDa 

67 
46 



30 
21 
14 




10 15 20 

(ml) 



EfjO> 

14 7 1$ 13 1« 1» »»» 31 34 374i 43 4« 4»S* 55 58 « 




[02] 



EDTA 



+ + + + + 



CDR-ABC ,- + --- 



CPI 



MrkDa 



_ _ + _ _ 
2 3 4 5 6 



- + + + 



7 8 9 10 



46 

22 
14 

6.5 



3.4 



1 
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[03] 

agaaaattgctgttggg 

18 ATG AAG CTT TGC AGC CTT GCA GTC CTI GTA CCC ATT GTT CTC TTC TGT GAG CAG CAT GTC TTC ^ 

84 TTC CAG AGT GGC CAA GTT CTA GCT GCT CTT CCT AGA ACC TCT AGG CAA GTT CAA GTT CTA CAG AAT 

FQS6QVLAALPHTaKH»w»**^«*« 

150 CTT ACT ACA ACA TAT GAG ATT GTT CTC TGG CAG CCG GTA ACA GCT GAC CTT ATT GTG AAG AAA AAA ^ 

216 CAA GTC CAT TTT TTT GTA AAT GCA TCT GAT GTC GAC AAT GTG AAA GCC CAT TTA AAT GTG AGC GGA ^ 

282 ATT CCA TGC AGT GTC TTG CTG GCA GAC GTG GAA GAT CTT ATT CAA CAG CAG ATT TCC AAC GAC ACA^ 
IPCSVLLADVEI'klWW" ^ 

348 GTC AGC CCC CGA GCC TCC GCA TCG TAC TAT GAA CAG TAT CAC TCA CTA AAT GAA ATC TAT TCT TGG^ 

414 ATA GAA TTT ATA^ACT GAG AGG CAT CCT GAT ATG CTT ACA AAA ATC CAC ATT GGA TCC TCA TTT 

480 AAG TAC CCA CTC TAT GTT TTA AAG GTT TCT GGA AAA GAA CAA ACA GCC AAA AAT GCC ATA ™ ATT ^ 

546 GAC TGT GGA ATC C|T GCC AGA GAA TGG ATC TCT CCT GCT TTC TGC TTG TGG TTC ATA GGC CAT 

612 CGA ATG TGG AGA AAG MC CCT TCT TTC TAT GCG AAC AAT CAT TGC ATC GGA ACA GAC CTG AAT Ag^ 

678 AAC TTT GTC TCC AAA CAC TGG TGT GAG GAA GGT GCA TCC AGT TCC TCA TGC TCG GAA ACC TAC ^GT^ 

744 GGA CTT TAT CCT GAG TCA GAA CCA GAA GTG AAG GCA GTG GCT AGT TTC TTG AGA AGA AAT ATC ^C^ 

810 CAG ATT AAA GCA TAC ATC AGC ATG CAT T|A TASj TCC CAG CAT ATA GTG TTT CCA TAT TCC TAT 

876 CGA AGT AAA AGC AAA GAC CAT GAG GAA CTG TCT CTA GTA GCC AGT GAA GCA CCT GCT ATT GAC 

RSKSKDHEELSLVAJ)tAV* A1 

942 AAA ACT AGT AAA AAT ACC AGG TAT ACA CAT GGC CAT GGC TCA GAA ACC TTA TAC CTA GCT CCT 

1008 GGT GGG g GAT TGG ATC TAT GAT TTG GGC ATC AAA TAT TCG TTT ACA TCA AAC CCA CCT GTA GAG^ 

1074 AAG CTT TTG CCG CTG TCT CTA AAA TAG cttggcatgtcattaggaatgtttaatgcccctgattttatcattctgctt 

KLLPL'SLK^ 
1152 ccgtottttaatttactgattccagcaagaccaaatcattgtetcagattatttttaagtttte 

1239 tcctattccttggttctgtcagagaacctaataagtgctactttgcca^ 
1326 aaaaaattgfcmagtctagtt^^ 
1413 gccatctcaagcaagtttaataa^ 

1500 n »»«ttt/^^tc<^ttttc aataaat ttcttcttctccttta aaaaa«a«aaaaaaa»aaaa»a»aaaaa 



360 



2 
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[04] 



^U^PB*^5t?*i"«^y— **B (360aa) 



*M*.«rtf- K ****** K (92aa> HCIWCWKDK^ KE5U 

\ ******* I 

I ♦ I 



CZE 



X 



sssss> 



/ 



B 



WCF8Z(347-360) 
atpSf(181-194) 
atpSo(182-195) 
etpC1(182-195) 
atpC2(183-196) 



Mr bp 




TL 
TL 
T L 
T L 



SP 



LPL 
LPL 
LPL S 
LPL S 
LPLS 





3 
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[05] 



A 



Mr kb 



«5 ^ 



1 2 3 4 5 6 7 



Kb 



2.4- 




— 1.8 

-*1S 




kb 



4 
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[06] 




MrkDa 
67 

i-*. m 

30 
21 

H 




MrkDa 




5 
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ffi m a 



1UH** (5 9 9 0 6 1 1 2 1) 

1 . H 1 9 9 9# 4^300 

ft m *R*f*Rri>¥*ElSK3TB5#l 1# 



1 
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